Detection of NF-κB pathway activation in T helper cells.
Upon activation of CD4+ T helper cells the transcription factor complex NF-κB becomes activated and its subunits are able to translocate to the nucleus. There, the dimerized proteins regulate the transcription of for example cytokine and pro-survival genes. This process is of central importance for a proper function of T helper cells as its loss causes severe immunodeficiency, whereas its deregulation can contribute to lymphomagenesis or autoimmunity. In this protocol we describe four methods to investigate NF-κB activation in T helper cells by testing (1) the assembly of the Carma1-Malt1-Bcl10 complex by co-immunoprecipitation, (2) the activation of the IKK complex and the degradation of IκBα by western blot analysis, (3) the degradation of IκBα by intracellular flow cytometry, and (4) the nuclear translocation and DNA binding activity of NF-κB by nonradioactive electrophoretic mobility shift assay (EMSA).